In most mouse tissues, long-interspersed elements-1 (L1s) are silenced via methylation of their 59-untranslated regions (59-UTR). A gradual loss-of-methylation in pre-implantation embryos coincides with L1 retrotransposition in blastocysts, generating potentially harmful mutations. Here, we show that Dicer-and Ago2-dependent RNAi restricts L1 accumulation and retrotransposition in undifferentiated mouse embryonic stem cells (mESCs), derived from blastocysts. RNAi correlates with production of Dicer-dependent 22-nt small RNAs mapping to overlapping sense/antisense transcripts produced from the L1 59-UTR. However, RNA-surveillance pathways simultaneously degrade these transcripts and, consequently, confound the anti-L1 RNAi response. In Dicer 2/2 mESC complementation experiments involving ectopic Dicer expression, L1 silencing was rescued in cells in which microRNAs remained strongly depleted. Furthermore, these cells proliferated and differentiated normally, unlike their non-complemented counterparts. These results shed new light on L1 biology, uncover defensive, in addition to regulatory roles for RNAi, and raise questions on the differentiation defects of Dicer 2/2 mESCs.
Introduction
Long-interspersed elements-1 (LINE-1 or L1) belong to the most abundant class of autonomous transposable elements (TEs) in mammalian genomes. While most L1s are truncated and unable to transcribe or retrotranspose, a fraction of young, full-length L1s are capable of mobilization [1] . Active and inactive L1s influence the evolution of mammalian genomes, yet L1 insertions are also linked to disease [1] , raising the issue of how L1 expression and retrotransposition are controlled. In plants, fungi and metazoans, silencing small (s)RNAs suppress TEs at both transcriptional and post-transcriptional levels [2] . In mice, germline-specific, 26-31-nt PIWI-associated RNAs (piRNAs) derived from TE-enriched clusters are loaded into ARGONAUTE-like PIWI proteins directing de-novo cytosine methylation and RNA degradation of active TEs, including L1 [3] . In most healthy somatic tissues, L1s are silenced via 59-UTR promoter methylation, established from 7.5 days of embryogenesis [4] . In pre-implantation embryos, by contrast, L1 methylation progressively decreases, to reach 13-23% in blastocysts [5] , which accumulate full-length L1 transcripts and undergo mosaic retrotransposition, a potential source of heritable and non-heritable mutations [6, 7] . Pre-implantation embryogenesis thus defines a critical window during which L1s should be tightly controlled despite their hypo-methylated status and the lack of piRNAs.
In plants, RNA interference (RNAi) at the post-transcriptional level can operate as a surrogate to cytosine methylation and heterochromatinization in TE-silencing [8, 9] . RNAi relies on populations of small interfering (si)RNAs, processed sequentially by the RNase-III Dicer (DCR) from long, perfectly doublestranded (ds)RNA precursors [10] ; these are commonly produced by TEs due to their complex insertion patterns or intrinsic bidirectional transcription. Processed siRNAs load into ARGO-NAUTE (Ago)-family effector proteins and guide sequence-specific degradation of complementary target transcripts. The existence of an endogenous (endo)-siRNA pathway in mammals has been debated, notably because long dsRNA triggers the non-specific interferon (INF) response in most cells [11] . In mouse oocytes, which lack an INF response, heterogeneous sRNA populations map to L1 and LTR elements, among other loci, but their DCRdependency is unknown; additionally, L1 accumulation is unchanged in oocytes of conditional Dcr 2/2 animals [12] . Mouse Embryonic Stem Cells (mESCs) also lack an INF response and their ability to produce DCR-dependent endo-siRNAs was clearly established genetically [13] . Being isolated from the blastocyst's inner mass, cultured mESCs are thus potentially suited to study the mechanism(s) that might restrict L1 retrotransposition during preimplantation, including, possibly, RNAi. Supporting this view, several classes of young, full-length endogenous L1 are hypomethylated and transcriptionally active in undifferentiated mESCs [14, 15] but become re-methylated and silenced upon differentiation [15, 16] . Moreover, substantially increased L1 transcript levels were reported in undifferentiated Dcr 2/2 mESCs [17] , although this was not confirmed in separate analyses of a distinct KO cell line [18] . Shallow RNA sequencing (15-50-nt size-range) in undifferentiated mESCs revealed that L1 transcription correlates with accumulation of sense and antisense sRNAs of undetermined nature/function, mapping mostly to the L1_59-UTR [15] . In Human L1s, this region displays overlapping sense-antisense transcription with the potential to form dsRNA and, as such, was proposed to generate anti-L1 endo-siRNAs [19, 20] . In a pioneering study, attempts to substantiate this idea in somatic human cells yielded, however, indecisive conclusions: discrete 21-23-nt L1-derived sRNAs could indeed be detected in some cell lines but not others, and their DCRdependency was not established; moreover, knocking-down human Dcr-1 caused only marginal increases in endogenous L1 transcription and retrotransposition [20, 21] .
Here, we have investigated the possible link between RNAi and endogenous L1 regulation in undifferentiated mESCs. Uniquely, these cells can withstand full genetic ablation of DCR or the AGO proteins, albeit at the cost of proliferation and differentiation defects tentatively ascribed, at least partly, to an inability of Dcr 2/2 mESCs to produce micro-(mi)RNAs [17, 22] . Unlike siRNA populations, DCR-dependent miRNAs accumulate as discrete, imperfect duplexes excised from stem-loop-containing precursor transcripts produced from numerous independent transcription units. Mature miRNAs are thought to regulate hundreds of cellular transcripts displaying partial miRNA-complementarity, which include mRNAs important for cell fate specification but also pluripotency [23] . Undifferentiated mESCs contain relatively few, albeit highly abundant miRNAs, that can be genetically discriminated from endo-siRNAs and other rare DCR-dependent sRNAs using mutations in the generic miRNA biogenesis factor DGCR8; Dgcr8_KO mESCs contain, nonetheless, few non-canonical miRNAs produced by diverse means [13] . Combining the use of deep-sequencing and cell lines carrying null mutations in Dcr, Agos and Dgcr8, we have investigated the distribution, biochemical origin(s) and ability of L1-derived sRNAs to silence L1 transcript accumulation and retro-transposition in undifferentiated mESCs. Our study reveals an unexpected level of complexity in L1 silencing in these cells, where siRNA-directed RNAi processes are confounded by the overlapping effects of general RNA-surveillance pathways. These findings reveal a novel level of mammalian L1 regulation and shed new light on the proliferation defects and inability of Dcr 2/2 mESCs to differentiate.
Results

LINE-1 mRNA and proteins overaccumulate in Dicer knockout mESCs
To further explore the L1-derived sRNAs in undifferentiated mESCs, we combined ILLUMINA deep-sequencing and the use of the ncPRO pipeline [24] enabling genomic mapping of repeatderived sRNAs. A population of abundant, sense and antisense sRNAs was detected, mapping as a majority to the L1-Tf_59-UTR, consistent with our previous observations ( Figure 1A and Figure S1A ) [15] . As seen previously with human L1 [19] , strandspecific RT-PCR revealed that the 59-UTR of the L1-Tf subfamily [25] displays overlapping sense-antisense transcription ( Figure  S1B ) with the potential, therefore, to generate dsRNA as a possible source of DCR-dependent siRNAs. Because constitutive DCR depletion is detrimental to cultured mESCs [22] , we pursued the above idea by generating inducible Cre-ERT2 Dcr knockouts. Although Dcr deletion was already achieved 24 h post-tamoxifen treatment ( Figure 1B ), reduced accumulation of miR-295, one of the most abundant mESC miRNAs, was only visible 6 days posttamoxifen treatment, presumably reflecting the high DCR protein stability [22] . By 12 d post-tamoxifen treatment, miR-295 was below detection levels of quantitative qRT-PCR, indicating full depletion of DCR activity, also confirmed by quantitation of previously validated mESC miRNA target transcripts ( Figure 1C and Figure S1C ). Strikingly, decreased DCR levels were inversely correlated with accumulation of mRNA and ORF1 protein derived from all L1 classes ( Figure 1D and 1E) or from distinct L1-subtypes displaying 59_UTR polymorphisms [25] ( Figure  S1D ). Analysis of a specific, polymorphic L1 element on chromosome 17 [15] yielded similar results ( Figure 1F ). Dicer 2/2 mESCs have been reported to display hypomethylation due to decrease levels in DNA methy-transferases (DNMTs) [26] . However, DNMT1 and DNMT3b proteins were expressed to the same levels in wild type and Dicer 2/2 cells ( Figure S2A ). In addition the L1 mRNA was not up-regulated in a cell line carrying a triple-KO for DNMT1, 3a and 3b ( Figure S2B ) [27] . Investigating the methylation status of the L1_59-UTR through bisulfite sequencing revealed nonetheless that Dicer 2/2 mESCs are hypomethylated, which could contribute to the observed upregulation of the L1 mRNA ( Figure S2C ). endogenous L1 copy-number, estimated by Q-PCR using PCR primers specific for the L1_Tf subfamily. The promoter activity of mouse L1 elements lies in tandemly repeated, 200 bp monomeric units within the 59-UTR. These monomers are distinct between different LINE-1 families [28] . We used promoter-specific primers to discriminate, by Q-PCR, the three active families of murine L1 elements designated Tf-, Gf-, and A-type (Table S1 ). For copy number analysis, we focused exclusively on L1_Tf, which was the subfamily we found mostly associated with small RNAs accumulation ( Figure S1A ) [15] . [30] and validated in WT mESCs [31] . To score de novo L1 retrotransposition events in the Dcr Flx/Flx and Dcr 2/2 mESC lines, a human L1 modified to contain an intronic, split eGFP reporter was stably integrated into the genome of Dcr Flx/Flx and Dcr 2/2 mESCs. During early propagation (passages 4 to 6 after selection of puromycin-resistant cells), only in Dcr 2/2 cells was the eGFP mRNA significantly increased, although the same quantity of plasmid was transfected in each cell lines and was similarly expressed 24 h posttransfection ( Figure 2B and S2D) ; moreover, this increase was not visible in Dcr 2/2 cells transformed with RT-deficient pointmutation alleles of the eGFP-tagged L1 ( Figure S2D ) or in WT cells (data not shown). Amplification of eGfp DNA was also only observed in Dcr 2/2 cells transformed with WT eGFP-tagged L1 (passage 6; Figure 2C ), a method also previously employed to validate active retrotransposition [32] . Finally, similar results were also obtained using a gain-of-Luciferase retrotransposition assay [33] (data not shown). We conclude that DCR negatively controls L1 transcript accumulation and retrotransposition in undifferentiated mESCs. 
Retrotransposition of LINE-1 in Dicer knockout mESCs
L1 sRNAs form overlapping populations of DCRdependent and -independent species
Given the DCR-dependent control of L1, we next investigated whether L1_59-UTR sRNAs are DCR products. Total RNA from Dcr 2/2 mESCs was subjected to ILLUMINA sequencing. As expected, loss-of-DCR activity caused a dramatic decline in cellular 21-23-nt RNAs including, chiefly, miRNAs, representing most sRNAs in WT mESCs. Consequently, the relative proportion of repeat-derived sRNAs was seemingly increased in Dcr 2/2 compared to WT cells ( Figure S3A -C). However, read-size analysis and genomic mapping revealed a specific depletion in sense and antisense L1-derived 22-nt sRNAs in Dcr 2/2 mESCs ( Figure 3A) ; the remaining, abundant DCR-independent L1-derived sRNAs were heterogeneous in size, ranging from 19-to 32-nt, had both sense and antisense orientations and mapped mostly to the L1_59-UTR, as in WT cells ( Figure 3B and S3D). To test if some L1-derived sRNAs were effectively loaded into cognate RNA silencing effectors, we analysed the sRNA content of immunoprecipitates from endogenous AGO1 and AGO2, the only Agos we found significantly expressed at the protein level in undifferentiated mESCs, in agreement with available mESC RNA-seq data [34] . Using qRT-PCR, we found that the most abundant sense and antisense L1_59-UTR sRNAs were specifically loaded into AGO2, as were several abundant miRNAs tested ( Figure 3C ). To obtain a comprehensive and unbiased view of AGO2-loaded L1-derived sRNAs, we used a mESC line overexpressing Flag-HA-tagged human Ago2 (FHA-hAgo2), and subjected RNA isolated from anti-Flag immunoprecipitates to ILLUMINA sequencing ( Figure 3E -G). The fraction of sense and antisense L1-derived sRNAs loaded into FHA-hAgo2 had a genomic distribution resembling that of total RNA from WT or Dcr 2/2 cells ( Figure 3B ); it was, however, clearly enriched in 22-nt sRNAs, the size range of cognate DCR products ( Figure 3A ). Sequential processing, by DCR, of long dsRNA substrates produces perfect siRNA duplexes with diagnostic 2-nt 39 overhangs. These features were indeed displayed by approx. 10% of all 22-nt sRNA sequences derived from L1-Tf in WT mESCs, as illustrated in Figure 3D with the 59_UTR region of a single, near-consensus L1-Tf locus on the X chromosome. The abundance of these species was reduced by approx. 20% in Dcr 2/2 compared to WT mESCs, consistent with the read-size analysis in Figure 3A . Furthermore, they showed a 7-fold enrichment in IPs of AGO2, the cognate effector of siRNAs ( Figure 3D ). The most straightforward interpretation of these results is that L1-derived sRNAs form overlapping and complex populations of DCRdependent and -independent molecules. These likely derive from longer sense-and antisense-RNA, or long dsRNA hybrids thereof, which are produced mostly from the L1_59-UTR. While DCRindependent sRNAs dominate the overall population and display broader and heterogeneous size ranges, DCR-dependent sRNAs with cognate features of siRNAs load preferentially into AGO2, owing to the known 22-nt size preference of this silencing effector protein [35] .
Neither the RNA surveillance nor the microRNA pathway regulate L1 mobilization in mESCs
To gain further insights into the nature and origin of DCRindependent L1 sRNAs and their possible involvement in L1 control, we tested the impact of 59-39 and 39-59 RNA-surveillance pathways operated by the Xrn class of exoribonucleases and the exosome, respectively. In diverse organisms, these pathways degrade aberrant pre-mRNA, transposon-derived and non-coding RNA, including antisense RNA [33, 34] . We thus generated stable mESC lines displaying knockdown (KD) of nuclear Xrn2, cytoplasmic Xrn1 or exosome co-factor Rrp6, using new and previously established shRNA constructs [36] (Figure 4A and S4A). The results presented are for Xrn2; similar effects were observed in Rrp6_KD cells ( Figure S4A and S4C), while they were much less pronounced in Xrn1_KD cells (data not shown). L1 transcripts and ORF1 protein were found significantly upregulated in Xrn2_KD mESCs, ( Figure 4A-B and S4D ), correlating with reduced accumulation of the most abundant sense and antisense L1-derived sRNAs ( Figure S4B ). Copy-number analysis (as in Figure 2A ) showed, however, that neither the Xrn2_KD nor the Rrp6_KD cell lines showed enhanced L1 mobilization ( Figure 4C and S4C) . Thus, RNA-surveillance pathways likely contributed to the heterogeneous mESC L1-derived sRNAs, which are presumably degradation intermediates of exonucleolysis of the longer sense and antisense transcripts derived from the L1_59-UTR. Loss of these RNA-surveillance pathways did not, however, impact on L1 retrotransposition. These results thus support a role for siRNA-mediated RNAi in the control of L1 mobility, although we could not rule out an indirect contribution of DCR-dependent miRNAs, which regulate hundreds of cellular transcripts. To address this, we examined Dgcr8_KO mESCs, in which production of even the most abundant mESC miRNAs, including miR-295, is abrogated [37] (Figure 4D ). Accumulation of endo-siRNAs and potential DGCR8-independent (i.e. noncanonical) miRNAs should remain in these cells [13, 35] ( Figure  S4E ). As shown in Figure 4E and 4F, Dgcr8_KO cells unexpectedly displayed enhanced L1 mRNA accumulation, possibly explained by the hypomethylation status of L1_59-UTR in these cells ( Figure  S2A -C). However, there was no increase in L1 copy number ( Figure 4F ), ruling out the contribution of canonical miRNAs to the observed DCR-dependent control of L1 retrotransposition.
AGO2 is crucial for L1 silencing and strongly destabilized in Dcr 2/2 mESCs
Although we could not formally exclude a role for some unknown DGCR8-independent miRNAs in L1 retrotransposition control, the above results pointed to the likely contribution of DCR-dependent, 22-nt siRNAs derived from the L1_59-UTR region of overlapping sense-antisense transcription ( Figure 3A and S3B); their strong loading-bias in AGO2 thus predicted a crucial role for this silencing effector in L1 regulation ( Figure 3C and 3E ).
To test this idea and avoid functional redundancy with AGO1 as previously observed with miRNAs [38, 39] , we used an established quadruple Ago1,2,3,4_KO mESC line, in which a stably expressed hAgo2 transgene can be deleted upon tamoxifen treatment [38] ( Figure S4F ). MiR-295 levels were strongly reduced at 2 d, and at 5 d post-tamoxifen treatment; a corresponding increase in microRNA target levels confirmed cellular depletion of hAgo2, as reported [38] (Figure 4G and S4G). As in Dcr 2/2 cells, tamoxifen-induced Ago1,2,3,4_KO mESCs displayed strong upregulation of L1 transcripts and increased L1 copy-number, unlike their untreated counterparts ( Figure 4H -I and S4H-I), supporting a key contribution of AGO2 in L1 silencing in undifferentiated mESCs.
The L1 copy-number increase in Ago1,2,3,4_KO cells was noticeably less pronounced than in Dcr 2/2 cells ( Figure 4I and 2A) however, possibly reflecting intrinsic differences in the relative initial L1 copy-number of non-treated Ago1,2,3,4_KO and Dcr L1 retrotransposition (Figure 2A) . A survey of several key RNAi components indeed revealed a specific and dramatic reduction of AGO2 in Dcr 2/2 mESCs in multiple experiments, also reported recently in Dgcr8_KO mESCs [40] (Figure 5A ). This effect was observed only at the protein level, as Ago2 mRNA remained expressed ( Figure S5A) ; it was also specific, since AGO1 protein levels remained unchanged ( Figure 5A ). As the prevalent effector of DCR-dependent miRNAs ( Figure 3C ), representing alone up to 70% of all mESC miRNAs ( Figure S3G ), we reasoned that AGO2 might have been destabilized and degraded in Dcr 2/2 mESCs due to the loss of its main sRNA cargoes; such an effect was documented for the Arabidopsis miRNA-effector AGO1 [41] . Indeed, we found AGO2 levels to be significantly upregulated upon treatment of Dcr 2/2 mESCs with the 26S-proteasome inhibitor MG132, an effect previously reported for miRNA-depleted hAgo2 [40, 42] (Figure S5B ). Also consistent with a loss-of-miRNA-dependent effect, AGO2 levels, unlike those of AGO1, were also reduced in Dgcr8_KO mESCs, albeit consistently less than in Dcr 2/2 cells ( Figure 5A ). This, incidentally, possibly explained the results on L1 silencing obtained in Dgcr8_KO mESCs (Figure 4E-F) : while a deficit in the main effector of 22-nt L1-derived siRNAs likely increased L1 mRNA accumulation, the remaining AGO2 levels were presumably still sufficient to restrict L1 retrotransposition. We further infer that, in the absence of canonical miRNAs, loading of DCRdependent endo-siRNAs (including L1-derived siRNAs) and possibly non-canonical miRNAs, explains the residual levels of AGO2 in Dgcr8_KO mESCs ( Figure 5A ). These levels are considerably lower in Dcr 2/2 mESCs, because neither sRNA class is produced in this background.
Rescue of AGO2 levels and L1 silencing in miRNAdepleted Dcr 2/2 mESCs
The above results prompted us to assess further the extent to which L1 silencing could be rescued in Dcr 2/2 mESCs in a miRNA-independent manner. We repeatedly failed to reintroduce hAgo2 transgenically into Dcr 2/2 mESCs, including a catalytic null (slicer deficient) allele of hAgo2, in our initial attempts to differentiate potential siRNA-mediated effects (slicer-dependent) and miRNA-mediated (slicer-independent) on L1 silencing. We ascribe this failure to an inability to sufficiently re-stabilize Ago2 in the absence of its main cargoes, the miRNAs [40] . We thus resorted to stably complement Dcr 2/2 mESCs with a human Dcr (hDcr) transgene. During their early propagation, several independent puromycin-selected clones displayed endogenous AGO2 levels consistently higher than in non-complemented Dcr 2/2 mESCs; moreover, L1 silencing, measured by ORF1 and mRNA accumulation, was restored in these cells to almost the levels seen in Dcr Flx/Flx cells ( Figure 5B and 5C). Strikingly, however, in nearly all these clones, mature miRNA levels were only rescued to approximately 10% of WT levels, which is likely below physiological significance, because all validated miRNA targets tested accumulated ectopically in these cells ( Figure 5D , 5E and Figure S5C ). The levels of miRNAs and their targets were eventually restored to WT levels, as previously described [17] , but only after extended periods of culture involving more than ten cell passages, during which the poor fitness of cultured Dcr 2/2 mESCs [22] presumably resulted in selection for cell variants with higher DCR levels. Nonetheless, the early passage data demonstrate that L1 silencing could be achieved in undifferentiated mESCs displaying as little as 10% total miRNAs, suggesting that RNAi via endo-siRNAs, including L1-derived siRNAs, is sufficient to silence L1s.
Complemented, miRNA-defective Dcr 2/2 mESCs differentiate normally These data prompted us to re-evaluate the proliferation and differentiation defects of Dcr 2/2 cells [17, 22, 37] . Having now uncovered a potential role for DCR and AGO2 in L1 silencing in addition to their known regulatory functions via miRNAs, we explored to what extent the Dcr 2/2 cell defects were attributable to defective miRNA, as opposed to siRNA, biogenesis or action. Dcr Figure 6B and Figure S6A ). MiRNA accumulated to only 5-7% of WT levels in hDcr-complemented Dcr 2/2 cells, which displayed, accordingly, ectopic miRNA target accumulation ( Figure S6A and S6B) . However, L1 transcript accumulation in these cells was as low as in differentiated Dcr Flx/Flx cells ( Figure  S6A ), demonstrating rescue of L1 silencing. These results strongly suggest that miRNAs alone are unlikely to underpin mESC differentiation in the above experimental setting. Additional processes likely entail the production of DCR-dependent endosiRNAs, of which some might contribute to protecting the mESC genome integrity by silencing active retrotransposons, including L1. Consistent with this idea, Dgcr8_KO cells that lack all canonical miRNAs but, unlike Dcr 2/2 cells, suppress L1 mobilization, could partially differentiate in the same experimental setting, agreeing with previous findings [37] ; Xrn2_KD cells, which also are L1-silencing proficient, differentiated similarly to Dcr 
Discussion
Our results support a role for DCR-dependent L1-derived siRNAs in taming endogenous L1 retrotransposition in undifferentiated mESCs. They are thus consistent with RNAi safeguarding genome integrity during a time window of mouse development when DNA hypo-methylation coincides with L1 mobilization [7] . A role for RNAi in correcting DNA methylation defects of TEs is fully supported by previous work in Arabidopsis [8, 9] , in which intricate and opposing interactions between the RNAi and RNAsurveillance pathways have also been documented [43] . A parallel can be further established between our results and those of recent work in S. pombe, showing that RNAi at several loci, including Tf2 retroelements, is confounded by the 39-59 exonuclease activity of the exosome; genetic ablation of Rrp6 was, accordingly, sufficient to uncover siRNAs accumulating at these loci, showing, in that case, selective competition between the two pathways [44] . Human L1 transcription has been associated with the production of abundant non-polyadenylated and possibly uncapped RNAs of both strands accumulating in the nucleus [45] . Similar RNAs produced from the mouse L1_59-UTR region likely provide the bulk of templates for Xrn2 and the Rrp6-associated exosome, known to degrade aberrant transcripts in the nucleus [46] ; the resulting degradation intermediates form an important source of sRNA, heterogeneous in size, that confound detection of bona fide siRNAs. Full-length L1 transcripts may also undergo degradation by both exonucleases since a gain in ORF1 protein accumulation was observed in Xrn2_KD and Rrp6_KD mESCs. Alternatively, it is possible that different subsets of LINE1 elements are affected differently by the various genetic backgrounds tested here Figure   S4D ). For instance, highly transcribed but transposition-deficient L1 variants may accumulate elevated levels of specific transcripts that are more sensitive to the action of Xrn2 and/or Rrp6. This would rationalize why elevated L1 transcription, as seen in the Xrn2_KD and Rrp6_KD backgrounds, does not necessarily correlate with retrotransposition. The overall complexity uncovered here with L1 probably explains, more generally, why the existence and distribution endo-siRNAs at the whole-genome scale has been difficult to establish in mammalian cells so far, despite the pervasive nature of aberrant and antisense transcription in mammalian genomes [47] .
A role for DCR in silencing L1 and perhaps other TEs could also shed light on the previously reported failure of Dcr 2/2 mESCs to differentiate. The hDcr rescue experiment ( Figure 6A) shows, notably, that miRNA biogenesis/activity is unlikely to contribute alone to mESC differentiation in this experimental setting and that endo-siRNAs are likely also important. Production of TE-derived siRNAs, in particular, might be crucial in preventing widespread double-strand break lesions and insertional mutagenesis, foreseeably detrimental to mESC proliferation and differentiation. This might also explain why Dgcr8_KO cells, unlike Dcr 2/2 cells, retain an ability to differentiate partially [17, 37] (Figure 6C ). Indeed, Dgcr8_KO cells, unlike their Dcr 2/2 counterparts, exhibit detectable levels of AGO2 ( Figure 5A ), which must be stabilized by the loading of endo-siRNA including L1-derived siRNAs and/or non-canonical miRNAs. Transposon taming and/or endogenous regulation by these molecules might be sufficient to rescue, at least partly, the differentiation defects of Dgcr8_KO cells. Assessing the extent to which RNAi-dependent control of active TEs, including L1s, contributes to the integrity of mESCs proliferation and differentiation, and thus to early mammalian embryogenesis, is an attractive prospect for future investigation.
Conclusions
This study unravels how multiple RNA silencing pathways might cooperate to dampen the expression and mobilization of an active family of transposable element family in mammalian cells. It not only echoes previously findings made in plants, fungi and invertebrates [44, 48, 49] , but also rationalizes the complex patterns of small RNAs uncovered in studies originally conducted in mouse oocytes [12, 50] and, more recently, in Human stem cells [51] . On a final note, although the mechanisms uncovered here in mESCs were tied in within the frame of early embryonic development, they may well also apply to other stem cell niches formed post-embryonically and present in many tissues of adult mammals. The states of pluri-and multi-potency seem generally associated with a deficit or absence of protein-based immunity, which includes the IFN response to exogenous and endogenous dsRNA. This might explain, at least partly, why these cells, unlike many other somatic cells, appear to accommodate RNAi triggered by long dsRNA [52, 53] . In this context, we contend that siRNA-based RNAi has persisted in vertebrates as a primordial mechanism that protects progenitor cells of developing and adult organisms against the harmful effects of transposons and exogenous viruses [54] . This proposed RNAi-based defence is anticipated to be important, because genomic instability or viral infections in progenitor cells would have long-lasting detrimental consequences throughout the entire lineages derived from them. Defensive, as opposed to regulatory roles for mammalian RNAi have been somewhat overlooked thus far, but we are optimistic that the work reported here and elsewhere [54] will shed new light on this specific and fascinating aspect of RNA silencing. 
Materials and Methods
Culture and in vitro differentiation of ESC mESCs were cultured in Dulbecco's Modified Eagle Media (DMEM) (Invitrogen), containing 15% of a special selected batch of fetal bovine serum (FBS; Life Technologies) tested for optimal growth of mESCs, 1000 U/ml LIF (Millipore), 0.1 mM 2-b mercaptoethanol (Life Technologies), 0.05 mg/mL of streptomycin, and 50 U/mL of penicillin (Sigma) on a gelatin coated support in the absence of feeder cells. Embryoid body cultures were established by aggregation of mESCs in a low-adherent tissue culture dish into LIF-free DMEM, 10% FBS medium, from day 1 until day 6 and reattached on adherent flasks at day 10 of differentiation. The culture medium was changed daily. All cells were grown at 37uC in 8% CO 2 .
The male E14 mESC line (129/Ola background) [55] was used for Illumina deep sequencing of WT mESC. E14_FHA-hAgo2 cells was created by stable transfection of plasmid pIRESneo-FLAG/HA Ago2 corrected (Addgene plasmid 10822) [56] and selection on G418-containing medium. TKO mESCs were described in ref. [27] . Dgcr8_KO mESCs were purchased from Novus Biologicals (NBA1-19349). New CreERT2-Dcr Flx/Flx mESCs were isolated from the cross of floxed Dcr Flx/Flx mice [22, 57] and ROSA-CreERT2 mice [58] . The Dcr 2/2 mESC line was established from Dcr Flx/Flx mESC after induction with Tamoxifen (more than 15 days) and routinely control for their loss of microRNA accumulation. Genotyping primers used for the characterization of these cell lines are presented in Table S1 . The inducible mESC line deficient for the four mouse Argonautes and carrying a floxed human Ago2 transgene (Ago1,2,3,4_KO) was described previously [38] and validated in the laboratory according to the author instructions. Dcr and hAgo2 deletions were induced with 4-OHT (Tam) stock solution (1 mM, dissolved in 100% ethanol) diluted 1:1000 in cell culture medium to a final concentration of 1 mM for 6 and 12 days (Dcr) and 2 and 5 days (hAgo2). Transgenesis of WT and mutated version of the human L1-eGFP (RP = TgWT, JM111 = TgDORF1 and 2980 = TgD59UTR) [30] was carried out using 5 mg of each plasmids and Lipofectamine 2000 (Life Technologies) in E14 and Dcr 2/2 mESCs. Stable clones were selected on puromycin-containing medium (1 mg/mL; Sigma) 24 h post-transfection and analysed after 4 and 6 passages of the cells. Xrn2_KD mESC lines were generated using the pSUPERpuro vector (OligoEngine, http://www.oligoengine.com) engineered to produce the active shRNA 59-CTCCAGAAGAGAA-CAGGAGAAAT-39. Upon transfection of PGK mESCs [59] , cells were selected on puromycin-containing medium. Control cell lines were generated by integration of an empty pSUPER-puro vector into PGK mESCs. Dgcr8_KO/Xrn2_KD mESC lines were generated using the pSUPER-puro vector engineered to produce the active shRNA 59-CTCCAGAAGAGAACAGGAGAAAT-39 and 59-CTCGGGAAGATACAGTTGGAATT -39. Upon transfection of the Dgcr8_KO lines, cells were selected on puromycincontaining medium. The hDcr-complemented Dcr 2/2 cell line was created by the transfection of plasmid pDESTmycDicer (Addgene plasmid 19873) [60] into Dcr 2/2 mESCs. Stable Dcr 2/2 hDcr mESCs were selected on G418-containing medium and analysed at early passages (,P5) and late passages (.P10). MG132 (Z-Leu-LeuLeu-al; Sigma, C2211) was dissolved DMSO and added to the cells for 7 h to a final concentration of 0.5 mM.
Deep-sequencing
Total cellular RNA (5 mg), extracted using Isol-RNA Lysis Reagent (5PRIME) was processed into sequencing libraries using adapted Illumina protocols and sequenced at Fasteris (http:// www.fasteris.com, Switzerland) using the HiSeQ 2000 sequencer. All next-generation sequencing data have been deposited to the NCBI Gene Expression Omnibus (GEO) and are accessible with the accession nu GSE43110 (WT and Dcr 2/2 ) and GSE43153 (IP_FHA-hAgo2).
sRNA analysis
The sRNA-seq analyses were performed using the ncPRO pipeline [24] . Briefly, the reads were aligned on the mm9 genome using the Bowtie software and allowing multiple matches. Profiling of repeats was estimated from the intersection of the mapped reads with the RepeatMasker annotation. As annotated L1Md_Tf L1 repeats are often truncated or have different full length, the median size of full length was considered, and all LdMd_Tf L1 repeats were scaled to this median size when computing positional read coverage. The positional read coverage was computed by summing up the normalized counts (RPM) of reads covering each position, which was further normalized to the number of L1Md_Tf L1 repeats in the genome containing the position.
PCR
Strand-specific RT-PCR was performed using the Transcriptor Reverse Transcriptase kit (Roche) using 1 mg total RNA and following the manufacturer's instructions. PCR using primer for the specific Tf LINE from chromosome 17 were conducted at 95uC for 10 min, followed by 35 cycles at 95uC for 15 s, 60uC for 30 s, 72uC for 30 s and 10 min at 72uC and revealed on 1% agarose gel. Real-time PCR reagents for miRNAs, 59_UTR sRNAs and control U6 snRNA were from Qiagen. 59_UTR sRNAs sense and antisense discrete sequences have been extracted from deep-sequencing data and chose because their higher level of expression. For RT reactions, 1 mg total RNA was reversetranscribed using the miScript Reverse Transcription Kit (Qiagen) according to the manufacturer's instructions. Following the RT reactions, cDNA products were diluted five times in distilled water, and 2 mL of the diluted cDNAs was used for PCR using QuantiTect SYBR Green PCR Master Mix and miScript Universal Primer (Qiagen). PCR reactions were conducted at 95uC for 10 min, followed by 40 cycles at 95uC for 15 s and 60uC for 30 s on a LightCycler 480 real-time PCR machine (Roche). Real-time PCR for mRNAs was performed as described in [36] using the Rrm2 as a reference gene. L1 copy-number analysis was conducted on 50 ng of DNA and normalized with Rrm2 gene (a single-copy gene). Differences between samples and controls were calculated based on the 2 2DCT method. Each Real-time PCR reaction was carried out in triplicates using samples from three or five independent differentiation events or cell lines for all mESC experiments, unless otherwise stated. Student's T-Test was used to evaluate the statistical significance of Q-PCR analysis of L1 copy Number. Primers used in this study are all listed in Table S1 .
L1 copy number analysis
Using the ePCR package from NCBI (http://www.ncbi.nlm. nih.gov/sutils/e-pcr/) we identified 10 806 hits on the mouse mm9 reference genome using the L1_Tf specific primers as designed on the L1spa Nu. AF016099 [29] . These primers generate 67 bp amplicons, present in the L1_Tf 59_UTR repeated regions. Real-time quantitative PCR analysis of the L1_Tf copy number in Dicer Flx/Flx mESCs provided a figure of 9,478 at P10 and 10,465 at P30 PCR hits, remarkably close to the ePCR estimation (10, 806) . The small difference could be explained by the hybrid background of the Dicer mESC line used compared to the genome reference in mm9. The copy number assay shown in Figure 2A, 
Cell lysates and immunoprecipitations
E14_FHA-hAgo2 mESCs were scraped in cell lysis buffer (25 mM Tris, pH 7.9, 250 mM KCl, 0.2 mM EDTA, 20% glycerol and Roche Complete Protease Inhibitor without EDTA). Cells were lysed 10 min on ice, sonicated and centrifuged (10 000 rpm, 10 min at 4uC) before Western analysis or immunoprecipitation. Lysates were incubated at 4uC with 20 mL of FLAG-beads (Invitrogen) for 12 h. Beads were collected by centrifugation (2,000 rpm, 1 min). After at least three washes in 1 mL lysis buffer, beads were incubated with 100 mL 0.1 M glycine pH 2.5 for 10 min RT on a shaker. Ten mL 1 M Tris-HCl pH 8 was added to neutralize the elution buffer. Immunoprecipitated RNAs was then extracted from eluted proteins with Isol-RNA Lysis Reagent (5PRIME).
Bisulfite sequencing-based DNA methylation analysis
Genomic DNA was extracted using Isol-RNA Lysis Reagent (5PRIME). Bisulfite treatment was performed using the EpiTect Bisulfite Kit (Qiagen). Bisulfite-treated DNA was then amplified using the DreamTaq DNA Polymerase and primers listed in see accompanying primer list. PCR cycling conditions and primers design were made following the recommendations in [61] . PCR fragments were purified and cloned into pGEM-T Easy (Promega) and individual colonies were sequenced using M13 primers. Sequences were then analysed using Kismeth and BISMA softwares [62, 63] to obtain the percentage of methylated sites for each sequence context. Results shown were obtained in two independent experiments.
Antibodies
The following antibodies were used: anti-L1_ORF1 (gift of Dr Alex Bortvin, Carnegie Institution for Science, USA), anti-AGO1 (D84G10, Cell Signaling Technology, Beverly, MA, USA), antimouse AGO2 (clone 6F4, gift of Dr Gunter Meister, University of Regensburg, Germany), anti-XRN2 (A301-101A, Lubio Science, Switzerland), anti-EXOSC10 (Rrp6) (ab50558, Abcam, Cambridge, UK) and anti-OCT4 (ab19857, Abcam, Cambridge, UK). Figure S1 L1 elements are up-regulated in Dcr 2/2 mESCs. A. Number of sRNA reads and distinct sequences matching full length retrotransposon of LINE1 from L1Md_T, L1Md_A and L1Md_Gf families. B. Detection of overlapping sense and antisense L1 transcription at the L1_59-UTR region using strand-specific RT-PCR in WT mESCs. The primer sets used are depicted. C. Accumulation of the Hmga2 and Btg2 mRNAs, respectively known targets for mmu-miR-196a and mmu-let-7a/ mmu-miR-132, analyzed by qRT-PCR before and after Dcr deletion. D. L1_Tf, Gf and A sub-type mRNAs accumulation detected by qRT-PCR before and after Dcr deletion. Polymorphism in the repeated region indicated in the scheme was used to distinguish subtypes. (EPS) Figure S2 Methylation mESCs carrying the human eGFP-tagged L1 transgene after 4 (P4) and 6 (P6) passages post-puromycin treatment for selection of stable transformants. L1 constructs lacking 59UTR (TgD59UTR) or ORF1 (TgDORF1) were used as negative controls for retrotransposition. Note that TgWT = RP, TgDORF1 = JM111 and TgD59UTR = 2980 according to the previous nomenclature established in [30] . 
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